Tampere University Hospital, and the study subjects gave their informed consent. The protocols were carried out in accordance with the approved guidelines. The vascular samples were classified according to recommendation of American Heart Association (AHA) {Stary, 1995 #410}. All the internal mammary arteries that were used as controls were verified to be microscopically healthy.
RNA isolation and genome-wide expression analysis
Endarterectomy samples constituting the intima and inner media from carotid, femoral and aortic regions were obtained. The harvested samples were 5-10 mm x 5-10 mm in size. These fresh tissue samples were immediately soaked in RNALater solution (Ambion Inc., Austin, TX, USA), and RNA was extracted with the Trizol reagent (Invitrogen, Carlsbad, CA, USA) and the RNEasy ® Kit with RNase-Free DNase Set (Qiagen, Inc, Hilden, Germany). RNA and cRNA quality control was carried out using the Bioanalyzer (Agilent Santa, Clara CA, USA) and quantification was done using Ribogreen (Invitrogen). 300-500ng of RNA was reverse transcribed into cRNA and biotin-UTP labeled using the Illumina TotalPrep RNA Amplification Kit (Ambion).
1,500 ng of cRNA was hybridized to the Illumina HumanHT-12 v3 Expression
BeadChip. The chips were incubated over night, and washing steps and detection were carried out according to manufacturer's instructions.
BeadChips were scanned with the Illumina iScan system. After background subtraction raw intensity data was exported using Illumina GenomeStudio software.
Further data processing was conducted using R language and appropriate Bioconductor modules. Robust multiarray averaging (RMA) was used to correct negative intensity values after background subtraction. RMA was the method of choice because it produces differentially expressed genes with highest correlation with qRT-PCR {Schmid, 2010 #1193}. Between arrays normalization was done using robust spline normalization (RSN) which combines the most desired properties of loess and quantile normalizations {Barnes, 2005 #1194}. Quality control was performed using sample clustering and multi dimensional scaling. Outliers were removed due to low expression
profiles. Statistical significance was tested using Kruskal-Wallis test. Findings were considered statistically significant at P < 0.05.
DNA extraction and genotyping of the USF1 polymorphisms
Briefly, 200ng of DNA was amplified with Multi-Sample Amplification Master Mix (Illumina), enzymatically fragmented, precipitated, resuspended and transferred to the chip. The samples were hybridized to the Beadchip and primers incorporated during hybridization were extended with labeled nucleotides. The hybridized DNA was removed and extended primers were stained. Dried Beadchip was scanned with iScan system. Genotype calling was performed using the standard procedure implemented in
